Figure S1, related to Figure 5. CORE and CORE
ΔT Assemble an Ectopic HLB with Different Intensities. Chromosome squashes from salivary glands of third instar larvae containing the CORE or CORE ΔT constructs inserted at 86Fb and stained with FLASH, Mxc, HP1 and DAPI. Analyzer function of ImageJ (Schneider et al., 2012) . Each focus was assigned to a category based on genotype and number of foci in the nucleus (WT 1 focus n=12, Ds6 1 focus n=29, WT 2 foci n=95, Ds6 2 foci n= 137, Ds6 3+ foci n=45). In histone deletion embryos, the foci of the 3 foci class nuclei are significantly smaller (P<0.0001 t-test) than those with a single focus. The A. The region between the H4 and H3 coding sequences was aligned with Clustal W and visualized with MacVector for drosophilid species of the melanogaster subgroup (Olson, 1994) .
The transcription start sites (H4 *, H3 **), TATAA boxes, changes in CORE ΔT , and predicted motifs (colored regions) are indicated. B. Sequence analysis for species outside of the melanogaster subgroup was performed with MEME (Bailey and Elkan, 1994) Supplementary Table: Supplemental The following features are annotated in the sequences: engineered restriction sites are underlined; tags are grey; UTR sequence is italicized; TATA mutations are bold.
Histone Gene Expression
Histone expression from the ectopic locus was determined by measuring FLAG H2a and FLAG H4 levels. For the RT-PCR, Total RNA was extracted with Trizol (Invitrogen) from wandering 3rd instar salivary glands. Following DNase treatment (Fermentas), either 250 ng of total RNA was reverse transcribed with random hexamers for qPCR analysis or 1 µg of total RNA was reverse transcribed with a combination of oligodT (250ng) and random hexamers (50ng) to detect transcripts from the H3-H4 promoter according to the manufactures' protocol (Fermentas).
qPCR was performed and quantified using SYBR green (Fermentas) and an Applied Biosystems 7900HT real-time PCR machine. Histone-Vector hybrid transcripts and genomic DNA control template were amplified and resolved on a 2% agarose gel. Primers are provided below.
Primers used in RT-PCR
Primer Name Sequence H2a R 5'-gcagctaggtaaactggag-3' H4 R 5'-gtaggtcacggcatcacg-3' FLAG F 5'-gattacaaggatgacgatgacaag-3' Actin F 5'-ggtcacgataccgtgctc-3' Actin R 5'-aacggctctggcatgtg-3' H3 5'UTR 5'-caaacgtgaagtagtgaacgtga-3' H4 5'UTR 5'-tttagtgactttcgtgctgtgc-3' H3 flanking vector 5'-gcccccaactgagagaact-3' H4 flanking vector 5'-aaaatgccttggatttcactgg-3' To analyze histone RNA expression by S1 nuclease protection assay, Total RNA was extracted with Trizol (Invitrogen) from wandering 3rd instar salivary glands, whole 3 rd instar larvae, ovaries and 3-6h embryo collections. We used RNA from glands from 20 larvae, or the indicated amount for each assay. The probes were created by digesting plasmids containing the FLAGtagged histone H2a gene with XhoI or the FLAG-tagged H4 gene with NcoI. After removing the 5' phosphate with Calf intestinal phosphatase, the fragments were labeled at the 5' end with γ-32P-ATP and T4 polynucleotide kinase. The probe was released from the plasmid by digestion with SpeI (H2a) or SacI (H4) and gel purified. The probe was hybridized to either total salivary gland RNA or control yeast tRNA followed by digestion with S1 nuclease as described and were resolved on a 6% polyacrylamide-7M urea gel and detected by autoradiography (Lanzotti et al., 2002) . The ratio of expression of the transgene to endogenous histone mRNA was quantified with ImageQuant.
Immunoflourescence
The conditions for staining different tissues are summarized in the following tables. All samples were blocked with Enhancer Reagent (Invitrogen) and DNA was stained with DAPI (1:1000, 1 minute). 
Tissue Preparation for Antibody Staining

